Background: Recent cross-sectional studies indicate that obesity is a risk factor for periodontal disease. Exercise training in high fat mice or rats can inhibit gingival inflammation effectively. The objective of this human intervention study was to investigate whether short-term weight control could affect periodontal indexes and serum and gingival crevicular fluid (GCF) biomarkers in young Koreans.
Background
Preventive programs for periodontal disease have focused on dental plaque control since dental plaque has been regarded as the main cause of periodontal disease based on Löe's experimental gingivitis model [37] . Some dental professionals have taken active interest in the relationship between periodontal disease and metabolic syndrome or obesity, after diabetes appeared to be correlated with the onset of periodontal disease [3, 8, 15, 21, 34, 39] . Recent cross sectional studies have indicated an association between obesity and periodontal disease. Body mass index (BMI), waist-hip ratio (WHC), or waist circumference (WC) were significantly associated with periodontal disease or the number of remaining teeth [11, 13, 29, 33, 35, 43, 50, 52, 58, 59] . Although positive correlations between periodontal disease and obesity have been shown across diverse populations in cross-sectional studies [10] , the causal relationship in human studies has been unclear in a few systematic reviews [36, 57] and prospective studies [14, 25, 41, 54] .
However, the diet-induced obese mouse model best serves research studies relevant to the cause-and-effect relation between periodontal health and obesity [3] . Obese rat studies have shown that obesity could contribute to the severity of periodontal disease [46] , alveolar bone loss [12] and spontaneous periodontal disease [9] . Exercise training in high-fat diet mice and rats could effectively suppress oxidative stress in gingival tissue [4] and markedly inhibit tumor necrosis factor (TNF)-α in adipose tissue [27] . Caloric restriction had a significant decrease effect on inflammatory mediators in gingival crevicular fluid (GCF) [17] .
Clinical periodontal indexes, including periodontal probing depth, gingival index, and plaque index, have relatively low reproducibility and reliability. In place of these clinical indicators, some enzymes and pro-inflammatory cytokines in GCF have been used as indicators of periodontal inflammation in studies to identify small changes related to periodontal health. Matrix metalloproteinase (MMP)-8 and MMP-9 were considered as the most competent collagenase and gelatinase to initiate type I collagen and extracellular matrix degradation in periodontal tissue [20, 23, 38, 56] . Pro-inflammatory cytokines, such as Interleukin (IL)-1β, inhibit collagen synthesis and contribute to collagen degradation [6, 48] .
This human study tested whether weight-control intervention including caloric restriction and exercise training in the obese could change the periodontal biomarkers within 4 weeks as a pilot study.
Methods

Study design and subjects
This study was designed as a pre-post study on the effects of a 4-week weight control program on a few biomarkers in GCF. The study was approved by the Ethical Committee of Konyang University Hospital.
The concentration of MMP-8 in GCF was selected as the main outcome variable to confirm changes in periodontal health on the basis of previous studies [48, 55, 56] that suggested MMP-8 was a key mediators of gingival tissue destruction. We fixed 6.3 ng/ml of MMP-8 as a clinical allowable error on the basis of preliminary research, with a significance level of p = 0.05 and 80 % level of power; forty-eight subjects were determined as the sample size for a paired T-test.
Forty-nine obese individuals in their twenties with BMI of >25 kgm −2 (Asia-Pacific obesity criteria) and 13 camp trainers of the same age with 18.5 ≤ BMI ≤ 23 kgm −2 participated in the 4-week weight-control program at Konyang University in Korea in 2011. Individuals were excluded if they presented any of following-: (1) systemic disease exclusive of obesity, (2) use of steroidal or non-steroidal anti-inflammatory drugs or antibiotics in the last three months or during the program, (3) use of mouthwash in the last three months or during the program, (4) need of dental or medical treatment during the program, (5) fewer than twenty-four teeth, (6) sites with probing periodontal pocket depth (PD) > 3.5 mm (due to the ethical problem of prohibition of periodontal treatment during the camp), and (7) self-directed dropout during the course of the weight-control program. Eight obese subjects and one normal-weight subject dropped out of the camp by their own choice.
All subjects provided signed informed consent as required by Konyang University Hospital Institutional Review Board. As shown in Fig. 1 and Table 1 , they stayed in the camp under surveillance for two hours of aerobic exercise, three hours of weight training, and a low saltlow fat diet (≤1300 kcal/day). They were not allowed to have any private foods or drinks except water. We examined the dental plaque index at the baseline and final state to serve as a proxy for the maintenance of the subjects' habitual oral health behavior. We made no attempt to change the subjects' toothbrushing method or frequency so as not to affect gingival inflammation during the program. Smoking was not prohibited to maintain the other conditions as confounding factors except weight control.
The mean ages of the subjects were 22.79 ± 2.37 (year) in the obese group, and 22.23 ± 2.42 (year) in the normal weight group. Female subjects compromised 65.9 % (27 subjects) of the obese group and 50.0 % (6 subjects) of the normal weight group. The mean BMI at the base line was 28.44 ± 2.61 in the obese group, and 22.20 ± 0.75 in the control group. There were 35 nonsmokers (85.4 %) in the obese group and 8 (66.7 %) in the control group.
Clinical examinations and sample collections
Anthropometric data, oral examination data, GCF, and whole blood samples were collected from 9 A.M. to 11 A.M. at the baseline and at the 27th day (Fig. 1) . Weight, BMI, body fat mass, percent body fat, WHR and WC were measured using the body composition analyzer with direct segmental multi-frequency -bioelectric impedance analysis (InBody, InBody Co., Seoul, Korea). Oral examination consisted of dental plaque index (Sum of Turesky modification of the Quingley-Hein index) after ordinary toothbrushing, gingival index (Sum of Löe-Silness gingival index), sites of bleeding on probing (BOP), and PD with WHO periodontal probe by one dentist who was calibrated by the Korean National Oral Health Survey. Each sum of clinical indicators was chosen instead of the mean to show the slight differences of plaque index and gingival index in four weeks; all subjects had the same numbers of teeth and comparatively healthy condition of periodontium.
Blood samples were collected before breakfast after the subjects had fasted for more than 8 h, and the samples were immediately transferred to the department of laboratory medicine, Konyang University Hospital at 4°C
. On the same day, concentration of C-reactive protein (CRP) as a systemic inflammation indicator, concentrations of low-density lipoprotein cholesterol (LDL), triglycerides, and high-density lipoprotein cholesterol (HDL) as obesity indicators in the blood samples were measured. GCF samples were collected at the 5 interproximal areas of maxillary anterior teeth with #25 sterilized paper points using the intracrevicular method "superficial" [19] for 1 min after removing dental plaque. The GCF samples of each subject were stored in a sterile 1 ml Eppendorf tube and frozen at -70°C until processing. The GCF samples were eluted into 1 mL phosphated buffered saline for 60 min at the room temperature. Enzyme-linked immunosorbent assay (ELISA) was used to measure the amounts of IL-1β, MMP-8, MMP-9 in GCF using the Human IL-1β ELISA Kit (Promokine, Heidelberg, Germany), Quantikine human MMP-8 (R&D systems, Minneapolis, USA) and Quantikine human MMP-9 (R&D systems, Minneapolis, USA). The representative values of data in the blood and GCF samples were calculated as means in triplicate.
Statistical analysis
The null hypothesis was that there would be no significant clinical and biochemical changes of periodontal indicators during the 4-week weight control program. Parametric statistics of the data were distributed normally except the gingival index for the normal weight group. A paired t-test was utilized to determine whether there were significant differences between the pre-and post-program values. The t-test was used to identify differences between the data of obese and normal weight subjects. Correlation analysis using Pearson's coefficients among periodontal indicators and obesity indicators was applied to all data at the baseline and the 27 th day.
Stepwise multiple linear regression analysis of the obese group's data was used to examine the relationships between the amounts of IL-1β in GCF and obesity indicators (LDL and BMI) because IL-1β showed slightly stronger positive correlations with obesity indicators than MMP-8. The level of statistical significance was set at α = 0.05. All statistical analyses were performed with the IBM SPSS 20.0 (IBM Co., Armonk, NY, USA).
Results
All 41 obese subjects succeeded in losing weight during the 4-week weight control program. Tables 2 and 3 summarize the differences between the obese and normal weight groups in terms of obesity indicators and periodontal indicators. Obesity measures of BMI, WHR, WC and concentrations of LDL in serum decreased significantly, although the concentration of HDL changed insignificantly, and triglycerides in serum increased contrary to expectations. The concentration of CRP in serum was measured to confirm systemic inflammation, and it did not show a significant change during the program. The macroscopic data regarding periodontal health, including gingival index (Sum of Löe-Silness gingival index) and sites of BOP, did not show significant decrease for the large standard deviation. Nevertheless, the amounts of IL-1β, MMP-8 and MMP-9 in the GCF of the obese group as gingival inflammatory markers declined 60.2, 58.6, and 35.8 % respectively. The normal weight group showed insignificant decreases in the amounts of periodontal biomarkers in GCF during the weight control program. The obese group showed greater differences in WC, WHR, BMI, LDL, IL-1β, and MMP-9 in comparison with the normal weight group. Tables 4 and 5 correlations with anthropometric data. Moderate to strong positive correlations were seen in the interrelations among GCF biomarkers (0.568 ≤ r ≤ 0.772) and anthropometric data (0.640 ≤ r ≤ 0.924), respectively. Table 5 shows that the normal weight group showed weaker correlations between obesity and gingival health indicators in comparison with Table 4 . However, moderate positive correlations were seen in the relationships of IL-1β and WC (r = 0.474), MMP-8 and WHR (r = 0.438), the numbers of sites of BOP and IL-1β (r = 0.421), the numbers of sites of BOP and LDL (r = 0.455), and the numbers of sites of BOP and HDL (r = -0.621).
Stepwise multiple linear regression analysis in the obese group was used to examine the relationship between the outcome variable, the amount of IL-1β in GCF, and predictor variables, including LDL and BMI (Table 6 ). This model was highly significant (p < 0.001) and accounted for 19.1 % of the variance in IL-1β in GCF (r 2 = 0.191, adjusted r 2 = 0.170).
Discussion
Obesity might be both an indirect risk factor because it affects glycemic control, and a direct risk factor because the secretion of pro-inflammatory agents by adipose tissue modifies periodontal reactions to the plaque biofilm [7, 15, 28, 30, 34, 39, 42] . In addition, obesity could interfere with the ability of the immune system to appropriately respond to Porphyromonas gingivalis infection in mice with diet-induced obesity through altered function of macrophages [2, 60] . Adipose tissue secretes several cytokines and hormones that are involved in inflammatory processes, suggesting that obesity and periodontitis might share the same pathophysiologic pathway [15, 47] . Previous research regarding caloric restriction and exercise showed improvement of gingival condition as well as systemic condition. Some animal studies have shown that obesity prevention by exercise training might significantly suppress gingival inflammation [4, 17] . Moderate daily exercise with dietary control could restore the impaired cytokine responses in diet-induced obese mice and improve the resolution of Porphyromonas gingivalisinduced periodontitis [61] . Also, a low physical activity level and a poor diet in human were significantly associated with increased odds of periodontal disease [5] . We hypothesized that weight control intervention in obese subjects could decrease the concentrations of periodontal biomarkers through a decrease of systemic inflammation. We chose CRP [22, 24, 45, 51] in serum as a representative systemic inflammation marker, MMP-8, MMP-9 [16, 21, 31] in GCF as those of gingival tissue destruction markers, and IL-1β [26, 31] in GCF as that of proinflammatory cytokines in gingival tissue. This study showed that exercise and diet control led to a decline in the concentrations of MMP-8, MMP-9, and IL-1β in GCF in the obese group, notwithstanding the 45.2 % increase in dental plaque burden and no significant change in clinical periodontal parameters (Table 3) . On the other hand, Kondo et al. [32] showed that a high-fiber, low-fat diet improved the clinical periodontal disease markers of PD, clinical attachment and BOP.
Buduneli et al. [8] found that obesity did not seem to have a significant effect on clinical periodontal parameters but that it had many correlations with systemic circulating inflammatory molecules. On the other hand, Morel et al. [40] showed that the short-term adoption of a very low-calorie diet in obese females made the total cholesterol, HDL, LDL, and triglycerides decrease, but changes in TNF-alpha and, IL-6 levels did not reach statistical significance. We could not find a direct link between systemic inflammation and periodontal biomarkers in GCF periodontal health because the systemic inflammation marker, CRP in serum, did not change (Table 2 ) and had no correlation with other variables (data not shown). In addition, it is not certain whether changes in periodontal biomarkers in GCF resulted from a decrease in systemic inflammation or local inflammation because the same inflammation markers in GCF and serum were not analyzed, and GCF is a transudate from healthy gingival tissue or an exudate from inflammatory gingival tissue including blood filtrate.
In the study of relationship between cholesterol and periodontal health, a significant association was seen between LDL, triglyceride, and cholesterol and the severity of periodontitis [44] . Obese subjects with a high serum triglyceride or LDL level and/or a low HDL-cholesterol level could be at higher risk of periodontal infection [22, 53] . Inversely, our study showed that triglycerides had weak negative correlation with IL-1β in GCF, although LDL had weak positive correlations with IL-1β and MMP-8 in the GCF of obese subjects (Table 4) . A lowfat, high-carbohydrate diet can increase triglycerides in serum, yet Table 1 shows that the portion of carbohydrates in the daily diet was less than 50 %. The peculiar increase in the concentrations of triglycerides in serum after this low salt-low fat diet supported that the findings of a previous study that showed that sodium reduction resulted in a 2.5 % increase in cholesterol and a 7 % increase in triglyceride [18] . There were several limitations to our study to prove whether exercise and diet modification as a treatment for obesity could improve periodontal condition. The sex ratios and smoker ratios of the obese group and the normal weight group were different, although the GCF of the female subjects could be influenced by periodic variation of sex hormone levels [1] and smoking was a significant factor in the development and progression of periodontal disease [49] . We tried to use more objective variables, such as IL-1β, MMP-8, and MMP-9 in GCF, rather than clinical indicators. However, fixed sites in the upper anterior teeth were chosen for collection of GCF irrespective of the periodontal condition of each site, and the amounts of GCF at each site could not be measured. Besides, our obese subjects in their twenties had relatively healthy periodontium condition and had no problems in CRP, LDL, triglycerides, and HDL except anthropometric data. An obese group with periodontal pockets and abnormal concentrations of cholesterol might show different results.
Nonetheless, this study was meaningful as a human pilot study to show that obesity control by exercise and diet control could reduce gingival inflammatory biomarkers without periodontal intervention. Not only clinical indexes, but also biomarkers in blood and GCF were analyzed. We found that obesity and periodontal indicators showed weak positive correlations, and LDL and BMI accounted for 19.1 % of the variance in IL-1β in the GCF of obese subjects (Table 6 ). We suggest that a weight control study with an obese group with periodontal inflammation could provide substantial evidence that weight control can improve periodontal condition.
Conclusion
Within its limits, this study demonstrated that weight control including exercise and diet restriction for 4 weeks could reduce the amounts of periodontal biomarkers in GCF as well as obesity, without periodontal intervention. BMI, WC, and WHR showed weak positive correlations with IL-1β and MMP-8 in GCF, and LDL in serum and BMI accounted for 19.1 % of the variance in IL-1β in GCF. 
